Background The relation between primary hypertension (PH), target organ damage (TOD) and oxidative stress (SOX) is not known. Methods We assessed SOX in 86 children with PH before and after 12 months of standard non-pharmacological and pharmacological therapy based on renin-angiotensin system blockade. Results Patients with left ventricular hypertrophy (LVH) and with carotid intima-media thickness (cIMT) >2SDS had higher thiobarbituric acid reactive substances (TBARS) concentrations in comparison to patients without LVH or with normal cIMT. Patients with metabolic syndrome (MS) had lower activity of gluthatione peroxidase, higher asymmetric dimethyloarginine (ADMA) and oxidized LDL cholesterol (oxyLDL) in comparison to patients without MS. TBARS correlated with left ventricular concentric hypertrophy, cIMT, albuminuria and SBP/24 h. ADMA and oxyLDL correlated with CRP and TG/HDL ratio. After 1 year of antihypertensive treatment blood pressure, TOD and prevalence of MS decreased. TBARS decreased and glutathione concentrations increased. The decrease of TBARS concentration correlated with the decrease of body mass index (BMI). Decrease of oxyLDL and ADMA correlated with increased insulin sensitivity, however markers of SOX did not correlate with BP decrease. Conclusion SOX in children with PH correlates with TOD, metabolic abnormalities, changes in fat amount and improvement of insulin sensitivity, but not with BP decrease.
Introduction
Primary hypertension (PH) is considered as a state of oxidative stress (SOX) that contributes to the development of arterio-and atherosclerosis and target organ damage (TOD) [1] [2] [3] [4] . Abnormally elevated blood pressure causing hemodynamic insult, and typical intermediate phenotype of PH consisting of metabolic disturbances, excessive caloric intake and physical inactivity, leads to impairment of antioxidant defensive capacity [4] [5] [6] . As a consequence, reactive oxygen species cause oxidation of lipids, proteins and DNA with resultant tissue damage [7] . Furthermore, SOX is thought to be associated with adipocytokine release and renin-angiotensin-aldosterone system (RAAS) activation [8] [9] [10] . Moreover, SOX may lead to insulin resistance and is one of the elements of metabolic syndrome [11] [12] [13] .
On the other hand, increased physical activity as a standard non-pharmacological intervention in hypertensive patients led to decreased reactive oxygen species generation, improved nitric oxide bioavailability and vascular function [14, 15] . Some evidence indicates that angiotensin converting enzyme inhibitors (ACEi) and angiotensin receptor blockers (ARB) may reduce oxidative stress and reactive oxygen species formation in adults with PH [16] [17] [18] [19] . However, there are only single reports on SOX in hypertensive children [2] , and there are no reports describing the relationship between SOX, TOD and antihypertensive treatment in children with PH. It is still unresolved whether increased SOX in PH is related to hemodynamic insult or to metabolic abnormalities which accompany both obesity and PH.
We hypothesized that SOX correlates with severity of PH, metabolic abnormalities and TOD in children with PH. Secondly, standard antihypertensive treatment based on non-pharmacological intervention and blockade of RAAS causes a decrease of SOX, which in turn correlates with normalization of metabolic abnormalities and regression of TOD. To test this hypothesis we assessed changes of SOX markers in relation to TOD in children with PH before and after 12 months of standard non-pharmacological and pharmacological therapy based on ACEi or ARB.
Patients and methods

Patients
The study adhered to the principles of the Declaration of Helsinki and was approved by the local Ethical Committee. All parents and children aged above 12 years of age provided written informed consent.
Detailed characteristics of the study group have been described previously [20, 21] . Specifically, out of 200 white, Caucasian children and adolescents admitted consecutively between 2005-2008 for investigation regarding suspected arterial hypertension, and who were not yet treated with antihypertensive drugs and in whom PH was ultimately diagnosed, 86 children aged 14.1±2.4 (range: 5-17) years (20 girls and 66 boys) with untreated PH, who completed all investigative procedures, were included in the recent study. PH was diagnosed after a thorough clinical and laboratory diagnostic work-up, according to recently published recommendations [22, 23] . The exclusion criteria were: diagnosis of secondary hypertension, previous use of antihypertensive drugs, presence of any significant chronic disease (except for PH), as well as acute disease including infections in 6 weeks preceding enrollment. Patients with incomplete biochemical data were also excluded.
In all patients the diagnosis was confirmed by 24 hour ambulatory blood pressure monitoring (ABPM). ABPM was performed at the initial visit and after 12 months. Recordings lasting at least 20 hours with at least 80 % of records were considered as valid. We used the referential ABPM normative values published recently to classify patients as having normal blood pressure, prehypertension, ambulatory hypertension or severe ambulatory hypertension [24, 25] . Patients who decreased systolic blood pressure (SBP) during sleep by more than 10 % in comparison to day-time SBP values were considered as dipppers. Ambulatory hypertension was defined as mean ambulatory SBP above 95 th percentile and SBP load between 25 and 50 %, and severe ambulatory hypertension was defined as mean ambulatory SBP above 95 th percentile and SBP load above 50 %. Normotension was defined as mean ambulatory SBP below 95 th percentile and SBP load below 25 %. Prehypertension was defined as mean SBP below 95 th percentile and SBP load in the range 25 -50 % [25] .
Methods
Anthropometrical measurements
In all patients anthropometrical parameters, including body mass index (BMI), waist circumference (WC), waist-to-hip ratio (WHR) and waist-to-height ratio (WHTR) were measured. Obesity and being overweight were diagnosed according to International Obesity Task Force (IOTF) recommendations [26] .
Laboratory investigations
Blood samples were taken after 12 hours of fasting and were immediately sent to the laboratory. Plasma lipid peroxides were determined with the spectrofluorometric method of Yagi, and results expressed as concentration of thiobarbiturate reactive substance (TBARS). Glutathione and glutathione peroxidase activity were used as indicators of antioxidant status and were measured spectrophotometrically in erythrocytes (GSH-420(Oxis) and GPx-340(Oxis)). Concentration of oxyLDL and asymmetric dimethyloarginine (ADMA) were measured by ELISA using a commercially available kit. Methodology of measurement of other biochemical variables, including plasma insulin, blood lipids, L-homocysteine, hsCRP and albuminuria were described previously [20, 21] .
Definition of metabolic syndrome
Because some of our patients were below 10 years of age, metabolic syndrome (MS) was diagnosed when at least 3 criteria were present (BMI≥95 th percentile for age and gender, arterial hypertension, serum triglycerides>110 mg/dl, fasting plasma glucose>100 mg/dl or>140 mg/dl at 2 h of oral glucose tolerance test and HDL cholesterol<40 mg/dl [27] ).
Intima-media thickness measurements
Carotid and femoral superficial artery intima-media thickness (cIMT and fIMT), and wall cross-sectional area in carotid artery (WCSA) were evaluated by ultrasound according to the methodology described previously [28] . The median and standard deviation (SD) of normal values for cIMT, fIMT and WCSA were obtained from a study of 250 healthy children published elsewhere [28] .
Echocardiography (ECHO)
All ECHO examinations were performed by one examiner blinded to the severity of PH and effectiveness of treatment. ECHO measurements were performed according to American Society of Echocardiography guidelines [29] . To standardize left ventricular mass to height, left ventricular mass index (LVMi) was calculated according to the deSimone formula [30] . Left ventricular hypertrophy (LVH) was defined as an LVMi value above 95 th percentile for age and gender, based on the pediatric LVMi reference data of Khoury et al [31] . Relative wall thickness (RWT) was measured at end diastole as the ratio of posterior wall thickness plus interventricular septum thickness over LV internal dimension. A RWT of 0.41, which represents the 95 th percentile for RWT for normal children and adolescents, and the 95 th percentile for LVMi were used as cutoff points in evaluation of LV geometry [32] .
Antihypertensive treatment
Principles of treatment were already described previously [20, 21] . At enrollment no one patient was treated pharmacologically nor received any advice about non-pharmacological treatment. After diagnosis of PH all patients were informed about principles of non-pharmacological treatment, including lifestyle changes, increased physical activity and dietary modifications including salt avoidance, and were referred to an external consultant. All patients were encouraged to increase general physical activity up to 90 minutes daily including sport, walking, climbing stairs, etc. The character of activity (playing football, jogging, aerobic, walking, biking, etc.) was chosen by patients according to personal preferences. Dietary modifications were based on significant reduction of salt use both by patients and family members, and significant reduction of sweets.
Pharmacological treatment was immediately started in patients who had a significant TOD and/or severe ambulatory hypertension. BP was checked at the 3 rd and the 6 th month during ambulatory visits. If after 3 or 6 months office BP was still in the hypertensive range ABPM was done. In patients who still had ambulatory or severe ambulatory hypertension, pharmacotherapy was started. Finally, ABPM was performed after 12 months of treatment.
Drug therapy was based on the ACEi enalapril (0.2 -0.3 mg/kg/day bid). Patients who had asthma or who did not tolerate ACEi were prescribed angiotensin 2 receptor type 1 blocker (ARB) losartan in a dose of 0.7 -1 mg/kg/day in one or two daily doses.
All patients were evaluated at regular 3 months intervals during routine ambulatory, out-patient visits. Compliance to recommended lifestyle modifications was assessed by interview with patients and parents. When the antihypertensive effect was inadequate, amlodipine as the second drug was introduced and in patients treated only with lifestyle intervention, therapy with ACEi, ARB or amlodipine was started. Patients who were still hypertensive after 6 months and/or fulfilled the criteria of stage 2 hypertension based on home and casual BP measurements were prescribed metoprolol in a dose 0.5 mg/day as the third drug.
Statistics
Because the analyzed groups included subjects of different age and gender, BMI and WC values were expressed both as absolute values and as SDS for age and gender. LVM values in g were standardized to height in meters 2.7 . The change of measured parameters was expressed as a delta value (Δ), ie the difference between measurement at 12 months and at start of treatment. Homogeneity of variance was checked with the Levene test. Continuous variables with a normal distribution were compared by the Student's t-test for independent variables. Continuous values with non-normal distribution were compared by the Mann-Whitney U test. Comparison between groups was evaluated with an ANOVA test. Measurements taken at the start and after 12 months of treatment were compared using the Wilcoxon test. Dichotomous variables were compared using the Chisquare test, and change in prevalence during treatment was analyzed with the McNemar test. Correlation analysis was done with the Spearman test. P values less than 0.05 were regarded as statistically significant.
Results
At start of treatment 67.4 % of patients were obese or overweight and their mean (±SD) BMI-SDS was +1.9 ±1.8. Metabolic syndrome was diagnosed in 13 patients (15.1 %) [20, 21] (Table 1) Patients with MS had lower activity of GPX, and higher concentrations of ADMA and oxyLDL when compared to patients without MS (Table 2, Figure 2, 3) .
TBARS concentrations correlated with LVMi, RWT, cIMT, cIMT-SDS, WCSA, urinary albumin excretion and SBP/24 h (Table 3) . ADMA and oxyLDL concentrations correlated with hsCRP and TG/HDL ratio. GPX activity correlated with TG/HDL ratio and nocturnal fall of blood pressure.
SOX markers did not differ between overweight/obese vs normal weight patients, between patients with visceral obesity and without, and between patients with positive vs negative family history of cardiovascular disease (data not shown).
Follow-up characteristics
As described previously, after 1 year of antihypertensive treatment, there was a significant decrease of blood pressure, prevalence of TOD and of MS, and improvement of some metabolic abnormalities, such as a decrease of hsCRP, uric acid, total -and LDL cholesterol concentration and a decrease of visceral fat amount [20] . Compared to baseline, TBARS concentrations decreased and GSH increased (Table 1, Figure 4 ).
SOX markers did not correlate with blood pressure changes. 64 (73.8 %) patients who had lowered blood pressure, did not have significantly different concentrations of ADMA and oxyLDL. 
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Abbreviations: MS-metabolic syndrome, hsCRP -high-sensivity C-reactive protein, GSH -reduced glutathione, GPX -glutathione peroxidase activity ,TBARS -thiobarbituric acid reactive substances, ADMA -serum asymmetric dimethyloarginine, oxyLDL-oxidized low density lipoprotein cholesterol (Table 4) .
The decrease of TBARS concentrations correlated with a decrease of BMI (p00.04, r00.22) but there was no statistically significant correlation with a decrease of WC (p00.1, r00.20).
The step-wise regression analysis did not reveal any significant predictors of decrease of TBARS concentrations and of increase of GSH. Abbreviations: MS -metabolic syndrome, n -number of patients, HbA1C -glycated hemoglobin concentration, TG/HDL -triglicerydes to high density lipoprotein cholesterol ratio, HOMA-IR -homeostasis model assessment for insulin resistance, hsCRP -high-sensivity C-reactive protein, GSH -reduced glutathione, GPX -glutathione peroxidase activity ,TBARS -thiobarbituric acid reactive substances, ADMA -serum asymmetric dimethyloarginine, oxyLDL-oxidized low density lipoprotein cholesterol 
Discussion
The main finding of the study is that in newly-diagnosed hypertensive children, the severity of hypertension, TOD, metabolic abnormalities and immune activity were all associated with the magnitude of oxidative stress. The second finding is that standard antihypertensive treatment based on lifestyle modifications and/or blockade of the renin-angiotensin system caused a decrease of SOX and improved antioxidative defense. Further, the changes of SOX after 1 year of treatment correlated with regression of TOD and increased insulin sensitivity, but not directly with decrease of blood pressure. Several reports have evaluated antioxidative defense and SOX in patients with PH and cardiovascular disease [1-6, 10, 11, 16-19] . However, in studies where classification of blood pressure status was based on clinical measurements it was found that SOX does not correlate with severity of hypertension, and even is not increased in adults with mild to moderate PH [33] . In contrast, we used ABPM to classify severity of hypertension and we found that children with severe ambulatory hypertension, ie those who are at higher risk of LVH, had significantly lower GSH concentrations and non-dippers had lower GPX activity. This may explain why, in contrast to other reports, we found significant differences regarding SOX in relation to stage of hypertension.
The corresponding finding is a strict relationship between SOX and LVH and arterial injury. Finding that SOX markers were associated with blood pressure status and TOD expressed as LVH and/or cIMT and fIMT thickening does not indicate any causation. The common pathway may be metabolic abnormalities. Baykal et al found that, despite a similar decrease of blood pressure, only ACEi and ARBs caused a significant decrease of SOX accompanied by decrease of total cholesterol, triglycerides and LDL-cholesterol concentrations [19] . It is in line with the finding that normalization of metabolic abnormalities and immune activity was the main determinant of regression of TOD in hypertensive children [20, 21] . We found Abbreviations: ADMA -serum asymmetric dimethyloarginine; cIMT -carotid intima media thickness; fIMT-femoral intima media thickness; hsCRP -highsensivity C-reactive protein; GSH -reduced glutathione; GPX -glutathione peroxidase activity; LVMi -left ventricular mass index; oxyLDL-oxidized low density lipoprotein cholesterol; RWT -relative wall thickness; SBP/24 h -mean systolic blood pressure in 24 hour-ambulatory blood pressure monitoring; TBARS -thiobarbituric acid reactive substances;TG/HDLtriglicerydes to high density lipoprotein cholesterol ratio; WCSA -wall cross sectional area; WHR -waist-hip ratio that children with MS had lower GPX activity and higher ADMA and oxyLDL values in comparison to children without MS. The relationship between MS and SOX has already been described by Kelly et al, who found higher SOX in overweight children with MS compared to normal and overweight counterparts without metabolic abnormalities [34] . Siemianowicz et al revealed an association between ADMA and hsCRP levels and insulin resistance [35] . In our study we found a correlation between ADMA and markers of insulin resistance, and the decrease of ADMA concentrations correlated with a decrease of both TG/HDL ratio and direct markers of insulin resistance such as insulin, HbA1c and HOMA-IR. These relationships, observed also in adult patients, suggest that ADMA is the element that links insulin resistance and the arterio-/atherosclerotic process [11, 36, 37] . Increased ADMA concentrations in hypertensive children were found by Goonasekara et al [38] . ADMA is only an indirect marker of SOX, because dimethylarginine dimethylaminohydrolases metabolizing ADMA are inactivated by reactive oxygen species [39] . However, concentrations of ADMA are parallel to direct SOX markers as was also found in our study. Independent of vascular action, impaired nitric acid (NO) bioavailability can be related to a cellular defect in skeletal muscles, where NO regulates metabolic and contractile processes including among others, basal glucose transport [40] . It has been shown that there is relationship between genetic polymorphisms of NADPH oxidase and extent of atherosclerosis [41] . Decrease of GSH in rats caused significant increase of blood pressure, and increased antioxidative capacity diminished the hypertensive effect induced by GSH decrease [42] . However, there is only weak evidence that antioxidants may lower blood pressure [43] . One possible explanation is that SOX is secondary to hemodynamic and metabolic injury to the arterial wall and left ventricle. This is strengthened by strict relationships between changes of metabolic parameters and BMI with SOX markers. Although we found correlation between changes in BMI and changes in TBARS concentrations at follow-up, at baseline obese patients did not differ from normal-weight patients regarding SOX markers. This may be due to the narrow range of BMI in our patients. On the other hand, studies including subjects with wide BMI ranges from 18 to 45, have found that obese subjects had greater lipid peroxides concentrations in comparison with lean subjects [44] . Despite many correlations we did not find any predictors of SOX or predictors of change in SOX during treatment, which suggests that there are other modifying factors linking hypertension, metabolic abnormalities and TOD.
The main limitation of our study is the relatively low number of patients. Moreover, due to ethical reasons, we could not separate the effects of antihypertensive drugs and non-pharmacological treatment, because healthy nutrition and regular physical activity were recommended for all patients. The other limitation of our study is its observational design and lack of normotensive and BMI-matched control group. Therefore, although we found significantly increased oxidative stress in hypertensive children, and especially among children with LVH and arterial injury, we did not find a causative mechanism or explain the influence of obesity and hypertension, separately. On the other hand, the link between increased insulin sensitivity and SOX reduction underlines the importance of non-pharmacological treatment, first of all based on an increase of physical activity.
Conclusions
We have shown the relation between oxidative stress and the severity of hypertension, TOD and metabolic disorders typical for PH. Decrease of SOX correlated with regression of TOD and normalizations of metabolic abnormalities and immune activity, but not with hypotensive effect of treatment. This finding underlines the importance of immuno-metabolic factors in the pathogenesis of hypertensive TOD and indicates that antihypertensive treatment should be focused both on hypotensive effects and metabolic abnormalities. Open Access This article is distributed under the terms of the Creative Commons Attribution License which permits any use, distribution, and reproduction in any medium, provided the original author(s) and the source are credited.
